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Supplementary Figure 1. The interaction between 
FHF1b and NEMO on Invitrogen Protoarrays ranges 
among the strongest hits. Biotinylated full-length human 
re-combinant NEMO was used to probe protein microar 
rays (Invitrogen Protoarrayº version 4.0, Invitrogen, Pais-
ley, UK). These arrays contained spots of approximately 
,00 full-length proteins. +its were de¿ned at a =-score 
cut-off level of 3.0. Judged by this criterion a total of 112 
protein interactors were identi¿ed. )+)1 was the twelfth 
strongest interactor with a =-score of .3, within the range 
of the canonical NEMO interactors IKK_ and IKK`, which 
exhibited =-scores of .0 and .2, respectively. $ list of 
the interacting proteins can be found at the following link: 
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE19841+
Microarray imaging and analysis were performed 
with a Perkin Elmer Scan$rray ;press 4 +T scanner 
(&ambridge, UK) and =-scores were calculated using 
Invitrogen Protoarray Prospector version .1 software.
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6XSSOHPHQWDU\ )LJXUH  (I¿FLHQF\ RI 51$VLOHQFLQJ ($) The relative Nemo mRNA content of rat 
phaechromocytoma cells (PC12) was determined using quantitative PCR three days after their transfection 
with small-hairpin vector constructs directed against different sections of the Ikbkg/Nemo-mRNA (Origene, 
Rockville, USA, FI7549-’05-08’ in pRFP-C-RS) sequence as indicated. Values were normalized to 18S-rRNA 
expression. (B, C) Freshly-dissociated cortical neurons were nucleofected with pools of two small-hairpin 
RNA vector constructs, directed to suppress NEMO expression, or control vector and plated. Three days 
following transfection, the cells were paraformaldehyde-¿xed and examined by immunoÀuorescence analysis 
using a monoclonal mouse anti-NEMO antibody (NEMO, Abcam, green). 'etermination of total anti-NEMO 
immunoÀuorescence intensities in RFP-positive cells was determined from photomicrographs sampled from 
three wells (B, n = 34-39 cells, p = 0.0001, Mann-Whitney U test). (D) The NEMO protein content in 
PC12 cells was determined by Western-blotting experiments. Following three days of transfection with the 
above mentioned NEMO’7’ and NEMO µ8’ labelled Ikbkg/Nemo-mRNA silencing constructs cells were lysed 
and the lysates subMected to Western-blot analyses, as indicated. Membranes were exposed to anti-NEMO 
antibodies (1:1000, Abcam) or `-actin (1:2000, Abcam)  (E) Mature neuron cultures were transfected for 
four days with small-hairpin constructs directed against different sections of the rat Fhf1-mRNA sequence 
(pRS-shRNA F+F1’TR5104-40/41’ (Origene) or a combination thereof. Their relative Fhf1-mRNA content 
was determined by normalization to 18S-rRNA expression. Pooled introduction of two-shRNA sequences 
revealed their cumulative potency. (F) The p5 protein content in PC12 cells was determined by Western-
blotting experiments. Following three days of transfection using the two most effective shRNA constructs 
targeting RelA/p65 mRNA (Origene), cells were lysed and the lysates subMected to Western-blot analyses, as 
indicated. Membranes were exposed to anti-p5 (N/S) antibodies (1:500, Millipore) or _-Tubulin (1:5000, 
Sigma) 
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Supplementary Figure 3. 
IKK` (A) Mouse cortical cultures were maintained for three weeks, 
solution for 12 minutes at 37°C, permeabilization and blocking, cells were either exposed to anti-mouse-
FHF1 antibody in antibody solution (1:100, Abcam, overnight) or  antibody solution only, as indicated. 
NEMO
NEMO
AnkG
NEMO
NEMO
AnkG
NEMO
NEMO
AnkG
NEMO
NEMO
AnkG
NEMO
NEMO
AnkG
Supplementary Figure 3
Extracted DIV18 neurons
FHF1
FHF1
AnkG
FHF1
FHF1
AnkG
FHF1
FHF1
AnkG
FHF1
FHF1
AnkG
FHF1
FHF1
AnkG
Extracted DIV18 neurons
A
B
no primary Ab MAP-2 Hoechst no primary Ab
MAP-2
Hoechst
AnkGFHF1 MAP-2 FHF1
MAP-2
AnkG
C
t-IKK` kd-IKK`
pIKK_`
EGFP
pIKK_`
EGFP
D
re
l. 
pI
KK
_
`
im
m
un
o-
flu
or
es
ce
nc
e 
in
te
ns
ity
t-IK
K`
kd
-IK
K`
0.5
1.0
*
FHF1 and neuronal NF- κB
Suppl. Figures, König et al. Page 3
Supplementary Figure 4
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Supplementary Figure 4: Endogenous NEMO / FHF1-interactions occur preferentially within the 
axon initial segment cytoskeleton. Proximity-ligation mediated between endogenous epitopes of FHF1 
and NEMO. Prior to ¿xation, neurons were detergent extracted as described above, ¿xed and exposed 
to mouse anti-FHF1 and rabbit anti-NEMO antibodies. The P/A assay was conducted according to 
manufacturer’s instructions. Red spots indicate ampli¿cation of Àuorescently labeled oligonucleotides at 
locations of molecular proximity between epitopes. Subsequent to P/A assays, neurons were exposed 
to either mouse anti-AnkyrinG antibodies (Santa Cruz), anti-PS'-95 (Santa Cruz) or anti-MAP-2 (Santa 
Cruz) antibodies (green). The quanti¿cation of Àuorescent spots co-localizing to the different neuronal 
compartments of the cell is depicted in Figure 4 (K). Scale bars, 10 ȝm.
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6XSSOHPHQWDU\)LJXUH3UR¿OHRIactive p65/NF-gB during in vitro development and evidence that 
WKHDFWLYDWLRQRI1)ț%IROORZLQJFhf1VLOHQFLQJLVVHTXHQFHVSHFL¿F  (A) Mouse cortical neurons from 
one primary neuron preparation were cultured in parallel wells on poly-L-lysine coated cover-slips and 
removed at the indicated times points during in vitro development for direct ¿xation in -20°C methanole 
for two minutes. Standard immunoÀuorescence procedures were conducted using an antibody, raised 
against the solvent exposed nuclear localization sequence (NLS, anti-p5, 1:500, Millipore) of activated 
p5/NF-gB (green). Nuclei are depicted in blue. Note the pronounced increase in active transcription 
factor in the nucleus around 'IV7. Scale bar, 20 μm. (B) Mature rat cortical neurons were transfected 
via calcium-phosphate 'NA-precipitation between 'IV14 - 18 using the small-hairpin RNA-interference 
vectors speci¿c for Fgf12/Fhf1 mRNA or wt-p5/NF-țB plasmid as indicated, and co-transfected with the 
țB dependent FireÀy-luciferase and a constitutive thymidine kinase promoter driven Renilla-luciferase. 
After ¿ve days in culture, cells were lysed in passive lysis buffer and the relative țB-luciferase activity 
was determined using the 'ual-Luciferase kit® (Promega, Madison, USA n =  - 13 wells, from 3 pooled 
experiments. ,p  0.05, one-way ANOVA followed by 'unn’s multiple comparisons). (C) Human MCF-7 
(breast adenocarcinoma) cells were cultured using standard techniques and transfected using Lipofectamine 
2000® (Invitrogen), according to manufacturer’s protocols as indicated and homologous to the transfections 
of neurons in (B). The human Fgf12/FHF1-sequence however contains nucleotide disparities compared 
to the mouse/rat sequence the small-hairpin vectors were designed against. No signi¿cant increase in țB-
dependent luciferase activity could be observed (n = 4 - 13, ns, p ! 0.05, one-way ANOVA followed by 
'unn’s multiple comparisons).
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Immunolabelling was additionally performed using rabbit anti-MAP2 antibodies (SCBT, red) and anti-
AnkyrinG antibodies (SCBT, blue). Follwing washing steps, secondary anti-mouse/rabbit/goat   Alexa-488 
(green)/568 (red)/647 (here depicted in blue, all 1:500, Invitrogen)-linked antibodies were incubated for 
one hour with the cells, and confocal image analyses were performed following washing and mounting 
labelled photomicrograph from anti-mouse-Alexa488 only exposed cultures. Only very weak somatic and no 
in mouse anti-FHF1 antibody exposed cultures (arrows). (B,C) Mouse cortical cultures were maintained 
paraformaldehyde solution. To this aim, the warm media was removed and cells were directly exposed to 
the ice-cold solution containing 1 % Triton X-100 in a microtubule destabilizing buffer for three minutes. 
labelling procedures, antibody exposures were performed overnight using mouse anti-FHF1 (1:100, Abcam) 
or anti-NEMO (1:200, Abcam) together with rabbit anti-AnkyrinG (1:500, SCBT) and the appropriate 
set of secondary antibodies. Confocal stack analysis small pinhole settings provided z-slices at 1 μm 
distances, as labelled, with each slices depicted next to his neighbour.  Single images from this stack are 
depicted in Figure 3A and B. Note the close co-localization of FHF1 (red, B), as well as NEMO (red, C), 
to several AnkyrinG (green) positive AIS’s throughout the different levels of the confocal stack analysis. 
(D) Adult cortical neurons were transfected using 1.5 μg either wild-type IKK` or K44M-IKK`kdkinase-
dead, Addgene plasmids 11103&11104) together with EGFP-N1 vector (1.5 μg) to mark positively-transfected 
protocol, using antibodies raised against Ser176/180 // Ser177/181-IKK_` (red, anti-pIKK_`, 1:500, clone 
wild-type 
IKK`EGFP co-transfected cells, but not in K44M-IKK`EGFP co-transfected cells (wild-type IKK`versus 
K44M-IKK`decreased by 0.61 ± 0.229, n = 17 cells, p = 0.0000001, Mann-Whitney U-test on the Log 
transformed data). EGFP co-transfection served to mark transfected cells . Scale bar, 10 μm in A-C, 50 μm in 
D.
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